The 2 glycine receptor (GlyR) is a pentameric ligand-gated anion channel that plays a key 25 role in cortical interneuron migration and in the differentiation of cortical progenitor cells into 26 functional neurons. It also mediates tonic inhibitory chloride currents in adult forebrain neurons.
.
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-----263 Fig. 1E with the mean dose-response relationships plotted in 276 Fig. 1G . The corresponding experiment for the MTS-TAMRA-labelled 2-N210C GlyR also yielded 277 robust I responses but no detectable F (Fig. 1F, G) . Mean parameters of best fit to all dose-response 278 relationships are summarized in Table 1. 279 Similarly, we have previously shown that the 1-R271C and 3-R271C GlyRs are 280 productively labelled by MTSR [28, 34] . Mean I and F dose-response relationships for the MTSR-281 labeled 1-R271C and 2-R278C GlyRs are shown in Fig. 1H with parameters of best fit summarized 282 in Table 1 . Again, whereas 1-R271C GlyRs yielded robust F responses, 2-R278C GlyRs did not.
283 Together, these results strongly suggest, despite their high amino acid sequence identities, significant 284 structural differences exist in the N-terminal domains of 1-WT and 2-WT GlyRs.
285
To narrow down the receptor region responsible for the differential F response, we generated 286 a chimera (termed chimera-1) that comprised the N-terminal ligand-binding domain of the 1-N203C
287 GlyR and the transmembrane domains and C-terminal tail of the 2-WT GlyR ( Fig. 2A) . A sample 13 288 glycine I dose-response of the unlabeled chimera-1 is shown in Fig. 2B . As seen in the mean dose-289 response curves presented in Fig. 2C , the glycine I dose-response relationships for the 2-WT GlyR 290 and chimera-1 were not significantly different. Following MTS-TAMRA labelling, the glycine I 291 EC 50 was unchanged, suggesting minimal structural impairment, although the glycine F dose-292 response now yielded a robust F max of 20 ± 2 % (n = 11, Table 1 ). However, we reasoned chimera-1 293 was too structurally distinct from the 2-WT GlyR to confidently infer the effects of phosphorylation 294 on the 2-WT GlyR glycine binding site. Nevertheless the result indicated that the 2-WT GlyR N-295 terminus houses the domain responsible for the structural change that eliminates F responses in 296 MTS-TAMRA-labelled 2-N210C mutant GlyRs. (Fig. 1A) . We thus hypothesized that non-conserved loop F residues were responsible for 312 eliminating the F response of 2-N210C GlyRs. To test this, we generated a new chimera, termed 313 chimera-2, that comprised the 2-N210C GlyR with its loop F replaced by that of the 1-WT GlyR 394 
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